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(57) [®*«»3 (l^iE*) 
C k 3 fL^lS«ii^J« 3 ibW^-th 1 5 

tc i H c vilfe^=<o«!l^«??^^4^>t=ffl»'^<bix^ U 
i97-^>f-7- ; &i/Jiia2gd?«Jtti^s> i|f^$n/zJS 

T)vi ^ J>m!i P C R^t- J: 6 H c V jl^<?)S!^0/:: 



(2) 



1^ 1 0 - 2 4 8 5 7 9 



1 

IJ^, P C nm^Z i S H C Viifsi^<^tlS£0f>:4^tCfflV ^ htL 
a P C Rfttii ■& H C vatE^ c^«9£»:'i*^t^ffl'' ^ 

fim^ex'^^ni>Mmmi:^^ 2 6^»*-^>^^ 30 



[ii^jasi ^*jaixt42ia^«07*v-bW7 

>f-7-i:, e*Jl3Xt44ia®<7)'J^-«-^ffi!l7"7>f-7- 

SCIEJ^iwWS-r^^ HC vaiK^t^i: t-CiiSK^P 
C R^ff=5:V V R|S?e[*^^>«^^ U Til-^-^ Mzm& 40 

[00011 

PHCVj fci^a) o«S^^MUfti'eixtiffl»'^^>^«' 



aiE^-PCR (RT -PCR) ^tiO^T^ci^it 
•CV^i„ i«^:Si1£{4. (1) Jtit*>^»«RNA (HCVja 
E-ftiRNATfc-S.) (2) «.4Jt/iRNA?r® 

Sfc-T'ScDNA^JiK. (3)lstPCRtJ;amte, (4)2 
ndP C RlCi&ti(S (iSKS-J-Jf &/i«^l=l^«i2|Hl^7 
(nested PCR) ) . (5) T0\^-^y'^^^^ 
(6) ^-^>imt^^o. 6JMI>zXK)'nKi:hnx\>-^^. 

•rz R T - P C RSouthemife'Cl*«i R N A S:5if fti'-S- ^ 
[0003] 

-cm®-c&'&. b*-b^:*5^.. ±3fi«RT-pcRaiT 

tt4T#=&'V'^. 4^:. RT-PCRSoutherii^{4, 

[00 04] ^-^T, *^BH<oaW{4s HCVSna®^ 
[000 5] 

I.Ur/l^^'^i^^^.'iiPCR^ (Proc. Natl. Acad. Sci. 
USA Vol 88, pp.7276-7280. Augiet 1991, Biochemi 
stnr- i^|ft^6-5 0 00 2 1-^^*8) i&fflV^THCV 

[0006] ^^^5^=.. 2|E%HJt4. wmmffysm^^ i 

t ur;W^>fA«jjiiPCR«t-J:&HCV®^«S!l 

mmffyo-hm^-th 1 5Jg«'5rv^t4 oumi)-^^^ 

^ Aftim P c Ri£lc J; S H c v®^<oai^<o^i6t-ffl 



(3) 

3 

Sti-t I ^=5: ^1^®-C{±®3KB^ i^^^'fnfM ^'ixti:^^ i>(r>X'h 
h, g t;p^ ^ Aigiai P c r .t h c vjlfE^^^T)!! 

[00071 i^^mcr>y Hffljr ^ ^ ffi^iJ 
J!Sil=6ri^t4 0JSa. iff4t<{il8lig»^:i/^L2 2ig 

2 fc^^ix-g. , 2 OJS^*»A>j3t-&JSffiBiI^JSr«-r6 t 

(UAT, r58n t J iOi^t^lB®) ~7 7nt.tffl^^ 

WZ'h^. Kato N.et al., Proc. Natl. Acad. Sci. US 
A 1990 ; 87:9524-9528 t;iB»§n.T 1^1)0 
[0008] 2|s:56HH«'J>'s'-xMr^^ Win^ 

»>5:V^L40iS», «fiL<til8^a^V^L22iS» 30 

^^tlh . 2 0Jia*^^>B£^JS«iiI^^&*-^* *><0^# 
^Ji±, HCVyyA«2 94 n t~3 1 3n tlC^'N-^:/ 

*>jfi^-rSl 5ISK'5rV^L4 61S», ifFiL<{42 41S 



!Nfffi¥- 1 0-248579 

4 

[0010] Hijiai/Ht-tJ'-M^feigti. itv^^:-^- 

ti. FAM (6-/y/l'?l^^J^-7/^'J"^->'-'^'f ^) '^'^^ 
A'-m^efeS^i: L.T{±. TAMRA ( 6 

O U T;1':5' P C Rffl^ -y h t^-^iixT V COT 

b't3®^fe#5:te^-r'g>:bi£tiiV»n:'* D , j!iiJ;tti"Nobl 
e et al., (1984) Nuc. Acids Res. ]2:3387-3403&l>'I 
yer et al., <1990) J. Am. Chem. Soc. 112:1253-1254 

ClBf£Six-CV^^. 

[0011] ii^wm'mK^^i^ mamm^y-'i^'- 

^/<§HCV®fKl^^«IMi:t-Cj£!lE^PCR (RT- 
PCR) i&tT=5rv\ KJS}«*^^>«^*?:Ur;l':S'>f AC^ 

ajs-t^. icour;i'^'^A«iajpcR^if!|5ti:^-c 

[00 121 RJS(J, |ife«!HCV<7)RNA. ±IB7 4-V 

-:/^t;ftilffi*ttD N Ad^ U ^ 7— fe' (ilite^S^^lt 
2:t*TS*>0) . dATP, dGTP, dCTP. dnPSr^tf^JK 

immLxn^j:o. dmnnttx. diiTP$-fflt\ ^y>- 

fe' (UNG) ^Mt^ZbizX 
*). HalHl<7)PCR^*»^>WiiADNA$:'J^»^SC:i: 

<?itci^$*i.TV^S. ta^Umi: LTJi, HCV 

nmm^(^i'mx'h?>. hcv<7)rnaco^(±. m 

^RT-PCR<r>i^-^tmmiz^^j:oZbi><x^^^ T 

IBSI««S04l-«>ft*fl^t=^^^i-'^^'^- 
[ 0 0 1 3 1 RJSTti, t-t. HCV<ORNAl&«ffli: 
L-CcDNA3&<^jit$il, iJC'-^T, CKOcDNA?:^ 
i;LTPCRfc:<l:'?DNAOtM(iS35^5^4. JMteDNA 

{4. ±lBro-ri:ffi«ft<^^^ffiJ^^:^^•ev^s^o•c. r 



5 

(i. DNAi'3lil@*>je§^:>'^«''C. rV-l-7{iDNAt; 

N A ^tftm-r ?> t j&^'^ragT*. s . 

[00141 *?^|HBco:fir^-C{i. m^S^i U r-'U;5'-f 

•C. «9$|^4'<OHCVRNA«»*^^V^{Ji:\ :3^^V-> 
^S^i:tcJ;0, TOl^-t^'WHCVRNAco^ai^ 

f4it>£r)HCVRNA^^a!l^S-i:**t'^^« ^^=5^ 
:^<^^fij^4i<OHCV:?)RNA|gC<'5^ffl^^^^W 
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6 

C ± 0 W(kW^'^<r>W C V R N A !> 
ffi-^T. 3|sf6BHc7):^£tcJ;ix{f.J^*cOR 
p c Rco J; at. PC RmcmMt^Sft^rtr^r-r^Ttg 

[0015] 

[0016] mwm\ 

(1) ^--^/'fv-wi^^ 

id^iM-f 2 \,z^^tih 2 oj^tt*>^fK^saii?«J^w-r 

S 2 0 in e r iO^ U N A^-dS^-^l^t t ,^ 7 * V- F 
Ol!lr^-<v-i:t!t. i!E^J#-^4t:55$tLS2 0 

JSffi3&-^>fi£SiS»i;?'J 2 0 m e r 'J =f D N 

[ 0 0 1 7 ] (2) Ta-y<7)IBM 

^26me r(7)5r'J3rDNA^'fb^-&)«L'!t. Z.cr>^') 
r/DNAC7)5' 5K3St^FAM$-, 3' *Sgt^TAMRA 

[ 0 0 1 8 ] (3) -^b£RN ACOIHM 

5(J. Virol. Vol. 66, p. 1476-1483. 1992) ^iffiSi: L 
TT7H<'U^5— fcniJ;'5 1 76 2^tt<7)RNA*-&J$; 
5-04 X 107 3!)»^>5.04 x 100 3h°-//i 1 *T'l Ofg 

[ 0 0 1 9 1 <4) Kim.(^W^ 

j-g7"5>f V— ^ 37''n— yS-t/Perkin Elmer TaqMan EZ 
RT-PCR Core Kit (iS^!,^. Perkin Elmerttlg)^^ffl<'^ 
T , RjCf - Jt-y 1 •? > TIB^ 1 t^lTp-rRJJM^ 

[0020] 
[^11 



(5) 



!ttlW¥ 10-248579 



8 



DEPC* 

5X TaqVao BZ Buffer A 
10 oil dATP 
10 M dGTF 
10 dH dCTP 
20 dH dDTP 

16 nMy*Kf-v9li-:fy-i'^"' 

15 /iMU/^— X#l!:/^'fv— 

3 fiu:fn~'':f 

rTth m. ^U;*^— 1f(2.5 U/ /iO 
A»Brase(flft«) DNG (1U/«I) 
25 oH Iin(QAc)i 




[00 2 11 (5) UT/L-^^-^^aiPCR. 
Perkin Elmer MicroAmp Optical Tube (^iRi^. Perkin 
Rlmerthig) H^hfz*) . ±iaRiE?Si& 4 8 I Jll i. - 

(Perkin Elmer Optical Cap) SrL/tf^. ABl * 
MAD N AC7)U N G t J: ^-JMRRie 

U N GO^vS 
PGR. 



[0022] (6) JglR 

2f&) <^)f^a5^^*-t. H 1 i o . ^ti^'ti<mm. 

H C V(;>RN An t;-|gc**;^# V^{Ji:'/jNS\,^Zl fc*^'i53&- 

±£«jr;w^'^APCRt-i5v^-c. Hcv^ 

RN ASr-^*^:v^imt-':>^^'CtT^:-'/i^-^-r -f >' 
/l^) i^f^, RNA3t"-Sc<7>^ffl^*Bc5:^W*'> 

-rS^ fct-i 0*fe«?imtl»«^HCV<?)RNA?:^«!^ 



30 



* PRISM 7700 Sequence Detection System (ffiiRi*. Perk 
in Elmerthii) t^-t-v hL. OTW#yN^-CRjeS:^-X=5ro 

20 lIXftL^t. 



sec. 2^^ 
6 0*C. 3 0^1^ 

9 5"C, 2 0#ra 
6 QIC, 
[00231 ^MM2 
(1) IfcKHCVRNAWfflS 
Cffl)ff^S«COlll?*#2 0 0 /X U;. lSOGEN-LS(^a 

l^l^aiffliJa^) 6 0 0/i 1 (2ME 3/iKtRN 

Ai ojugman) ^«n^, 7K*t^i 53^SL/>:. 1 

fft. 12000 X g -CI 5^m'll^tfc. *ffllC^a<^^ V 

ro/^v-;^a^/flJ" i coyu^-^ys-irox., -20 
•cTn^fas^a^t, 12000 X g T 1 otHia^'t^Lyi. 

V^T% im le7)7 5%X:5'y-/WT'2llliife^L, 2 0/x 
1 CODTT • RNase laWSHiDDEPC^-C^Pt. SO^* 
T-8 0'CT«=SL.>t, 

[0 0 24iiiiifeWifcHt^a-y. r^^v-^ffl 

Imer MicroAmp Optical tube 1 :*:2b3t 0 , C:<?5RJS«a?r 
45 5ju 1 JD^. ^>ICJilB«fMLiS**RNA^4.5 

;l^t;^^t*S!I^t:to --n. #3|W)RT-PCRSout 
hem^^f«Ifflt/:rttJ!Rifp(Ampricor (ffi^J.^) . Wolfe 
L., et al.. New diagnostic tools, pp.83-94, 1994) 
S.m)DNAa (Uu JYN, et al., Lancet 1993:341:1501- 

1504 ) i •) . 1^ h c v r n ao 



40 



S50 



(6) 
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1 0 



[00251 





HCV RNA 




Ampl icor (iffiiBi^) 


bDNA 




(xltfnt!-/nil) 




1 


5-5 


<0,5 


2 


950 


15 


o 


1400 


5.6 


4 


5300 


7.4 


6 


330 


0.58 


6 


9300 


7.8 


7 


5.9 


<0.5 


8 


420 


1,8 


9 


(1.0 


<0-5 


1 0 


uo 


<0.5 


1 1 


2 


(0.5 



867 
66670 
77780 
77780 
3778 
55560 
756 
12220 
(0.22 
3556 
24 



[0 0 2 6l«2l.^^S^n&J:3lC.*?g«J!^*^^^^^ 20. [0028] 
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[00271 

l^m<DmSki ^m^zX 0 . H C V 5rffi!SKT'lEIS 

TGAGGAACTA CrGTCTTCAC GCAGAAAGCG TaAGCCATG 40 

[00291 : 2 

ge^lJW:^? : 2 0 

aGTCTTCAC GCAGAAAGCG 
[00301 ie?l#-^: 3 
115IJC0;S§ : 4 0 

rrrrrr arx, PACTCGCAAG CACCCT ATCA GGCAGTACCA -»*tD 
[00311ffi^#^:4 ■ Si^Jc^M:1^ 

m^\<^^ ■■ 2 0 

CACTCGCAAG CACCCTATCA 
[0 0 3 21 fi^#^: 5 

ffi^JiO^gS : 4 6 * 

AGCGTCTAGC CATGGCGTTA GTATGAGTtJT CGTGCAACCT CCAGGA 

[0 0 3 31 ie^#^- 6 

m¥](OJ^^ : 2 6 * 

CATGGCGTTA GTATGAGTGT OGTGCA jl 



20 



46 



26 
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nm^l 0-248579 
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[HI] 




30 34 n 42 46 CO H 



[021 





53.00 Y 




42. §3- 






V 




*^ 




41 


82-t7- 


i»e 




9 




41 




m 


22. M- 


m 




iz. JzA 




0.00 1.00 2.00 3.00 



(51) Int. CI. 6 issflie^ 
G 0 1 N 33/OT6 



F I 

G 0 1 N 33/576 ^ 
>f Hj«ft303 



